. (a) Assignment of the topoisomers for the 84 bp minicircle. The 84 bp minicircle ligated at 65 °C (lane 1) was singly nicked by Nt.BstNBI (lane 2). The product was re-ligated at 25 °C in the presence of 0-800 mg/L chloroquine by T4 DNA ligase (lanes 3-6). The formation of the topoisomer with lower linking number (Lk=7) at room temperature took place only in the presence of high chloroquine concentration (>200 µg/mL). This result is also consistent with the finding that the topoisomer with Lk = 7 is highly unstable during S1 nuclease digestion. 
